The backbone of the pDM plasmids is the 2.02-kb segment of pUC19 (6) between nucleotides 480 and 2501. Five segments were inserted between the HindIII and SspI sites at those positions, arranged in the following order starting from nucleotide 2501: polylinker A (different for each of the four plasmids) containing the sites indicated in Figure 1 ; a "stuffer" segment (1.02 kb) from chromosome 5 of Saccharomyces cerevisiae (nucleotides 108,956-109,978); polylinker B; a second stuffer (0.89 kb) from chromosome 5 (nucleotides 104,476-105,368); and polylinker C. Construction was carried out as follows.
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Construction of pDM Plasmids
The backbone of the pDM plasmids is the 2.02-kb segment of pUC19 (6) between nucleotides 480 and 2501. Five segments were inserted between the HindIII and SspI sites at those positions, arranged in the following order starting from nucleotide 2501: polylinker A (different for each of the four plasmids) containing the sites indicated in Figure 1 ; a "stuffer" segment (1.02 kb) from chromosome 5 of Saccharomyces cerevisiae (nucleotides 108,956-109,978) ; polylinker B; a second stuffer (0.89 kb) from chromosome 5 (nucleotides 104,476-105,368); and polylinker C. Construction was carried out as follows.
Construction of pDM1. pUC19 (6) was linearized with SspI and HindIII, end-filled with Klenow polymerase, and ligated to oligonucleotide RSB to generate pUC-RSB. PCR fragments were amplified from two regions of chromosome 5 (fragment A, nucleotides 108, 956-109,978; fragment B, 104,476-105,368 ) using the oligonucleotides 1080-5′ and 1080-3′, and 980-5′ and 980-3′ (Table 1) . Fragments A and B were digested with EcoRI and SalI, and SalI and BamHI, respectively, and inserted successively into the corresponding sites in pUC-RSB to generate pDCMa. An unexpected MfeI site (i.e., one that was not present in the SGD sequence) was found in the B fragment and eliminated by digesting with MfeI, followed by filling in with Klenow DNA polymerase and religating to generate pDCM. This plasmid was digested with EcoRI and HindIII and ligated to the p1-1 oligonucleotide, generating pDM1-1. pDM1-1 was cut with SalI and BglII and ligated to the p1-2 oligonucleotide, generating pDM1-1,2. pDM1-1 was digested with XhoI and BamHI and ligated to the p1-3 oligonucleotide, generating pDM1-1,3. pDM1-1,2 and pDM1-1,3 were each digested with EcoRI and BglII; the fragment containing the vector backbone of pDM1-1,3 was ligated to the 1-kb EcoRI-BglII fragment of pDM1-1,2, generating pDM1a. An unexpected NdeI site in fragment B was eliminated by partial digestion with NdeI, followed by Klenow end-filling and religation, generating pDM1.
pDM2. To create pDM2, pDM1 was cut with EcoRI and SpeI and ligated to the p2-1 oligonucleotide, generating pDM2-1. This plasmid was digested with SalI and PstI and ligated to the p2-2 oligonucleotide, generating pDM2-1,2. This plasmid was partially digested with XhoI, and then fully digested with NheI and ApaI and ligated to the p2-3 oligonucleotide. A plasmid isolate containing the oligonucleotide inserted at the correct position was identified and designated pDM2.
pDM3. To generate pDM3, pDM2 was digested with NcoI and BamHI and ligated to the p3-3 oligonucleotide, generating pDM3-3. This plasmid was digested with BglII and MluI and ligated to the p3-2 oligonucleotide, generating pDM3-2,3. This plasmid was partially digested with HindIII, and then fully digested with NgoMIV and ligated to oligonucleotide p3-1. A plasmid isolate with the oligonucleotide in the correct position was identified and designated pDM3-1,2,3-XbBg. To eliminate a superfluous XbaI site remaining from the earlier stages, the plasmid was partially digested with XbaI, end-filled with Klenow, and religated. A plasmid isolate containing a single XbaI site in the correct position was identified and designated pDM3-1,2,3-Bg. To replace a superfluous BglII site with an NruI site, this plasmid was partially digested with BglII and ligated to the BglIIxNru oligonucleotide. A plasmid isolate containing a BglII site in the correct position was identified and designated pDM3.
pDM4. To create pDM4, pDCM was cut with EcoRI and HindIII and ligated to the p4-1 oligonucleotide, generating pDM4-1. pDM 4-1 was digested with SalI and BglII and ligated to the pDM 4-2 oligonucleotide. The resulting pDM 4-1,2 was then cut with BamHI and XhoI and ligated to the p4-3 oligonucleotide, generating pDM4a. The unlisted NdeI site was eliminated as described above, generating pDM4.
DNA Purification, Ligation, and Transformation
PCR products for digestion were diluted with equal volumes of TE (Tris-EDTA) buffer and purified by phenolchloroform-isoamyl alcohol extraction. To increase yield, the phenol-chloroform phase was re-extracted with 100 μL TE, and the combined supernates were extracted with chloroform-isoamyl alcohol extraction. DNA was precipitated at -70°C with 1/10 volume 3 M sodium acetate and 3 volumes of ethyl alcohol in Eppendorf ® tubes, followed by a wash with 70% ethyl alcohol. For more reliable recovery, scant DNA precipitates were centrifuged for 30 min at 16,000× g in a Sorval ® centrifuge in a swing-out rotor (an HB4 or HB6 rotor). Monitor plasmids were purified by alkaline lysis (5), with additional successive phenol-chloroform and chloroform extractions performed on the supernate after precipitation with solution III. Digested PCR and vector fragments were purified by gel electrophoresis and extracted with GENECLEAN ® (Qbiogene, Carlsbad, CA, USA) for ligation. Ligations (10-40 μL) of vector (0.01-0.1 μg) and insert (0.1-0.3 μg) were carried out for 2 h at 20°C, in parallel with the ligations of the vector alone as a guide to insertion frequency. Frozen transformation-competent cells were prepared as described by Hanahan (7), except that SOB medium was not filter-sterilized after autoclaving and the addition of magnesium salts. For transformation with limited amounts of DNA, the entire ligation reaction was combined on ice with 0.2 mL of thawed cells and 0.8 mL 0. ing, NY, USA) for 30 min, followed by heat-shock for 80 s at 42°C and the addition of 4 mL SOC and shaking for 90 min at 37°C. Transformants were pelleted at 800× g, washed with LB broth, and plated on selective media. Table S1 . Oligonucleotides Used in the Construction of pDM Plasmids
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